Background: Dermal papilla cells (DPCs), the "signaling center" of hair follicle (HF), delicately master continual growth of hair in mammals including cashmere, the fine fiber annually produced by secondary HF embedded in cashmere goat skins. Such unparalleled capacity bases on their exquisite character in instructing the cellular activity of hair-forming keratinocytes via secreting numerous molecular signals. Past studies suggested microRNA (miRNAs) and long non-coding RNAs (lncRNAs) play essential roles in a wide variety of biological process, including HF cycling. However, their roles and related molecular mechanisms in modulating DPCs secretory activities are still poorly understood. Results: Here, we separately cultivated DPCs and their functionally and morphologically distinct dermal fibroblasts (DFs) from cashmere goat skins at anagen. With the advantage of high throughput RNA-seq, we synchronously identified 2540 lncRNAs and 536 miRNAs from two types of cellular samples at 4th passages. Compared with DFs, 1286 mRNAs, 18 lncRNAs, and 42 miRNAs were upregulated, while 1254 mRNAs, 53 lncRNAs and 44 miRNAs were downregulated in DPCs. Through overlapping with mice data, we ultimately defined 25 core signatures of DPCs, including HOXC8 and RSPO1, two crucial activators for hair follicle stem cells (HFSCs). Subsequently, we emphatically investigated the impacts of miRNAs and lncRNAs (cis-and trans-acting) on the genes, indicating that ncRNAs extensively exert negative and positive effects on their expressions. Furthermore, we screened lncRNAs acting as competing endogenous RNAs (ceRNAs) to sponge miRNAs and relief their repressive effects on targeted genes, and constructed related lncRNAs-miRNAs-HOXC8/RSPO1 interactive lines using bioinformatic tools. As a result, XR_310320.3-chi-miR-144-5p-HOXC8, XR_311077.2-novel_624-RSPO1 and others lines appeared, displaying that lncRNAs might serve as ceRNAs to indirectly adjust HFSCs status in hair growth.
Background
Cashmere goats gain worldwide reputation for yielding cashmere, the fine hair fiber with excellent quality and commercial value, from the secondary hair follicle (HF) of skins [1] [2] [3] . An outstanding feature of cashmere growth is annual rhythm, which synchronously occurs with yearly sequential switches of HF among fast growth stage (anagen), gradual degeneration stage (catagen), and relative quiescence stage (telogen) [4] [5] [6] . Although cashmere elongation tightly synchronizes with the alterations of photoperiod and endocrine status, the basic rationales are similar with other mammals [7] . Cyclic transformations of follicular keratinocytes among proliferation, differentiation and apoptosis are the cellular foundations of periodical HF regrowth [8] . However, the specialized fibroblasts locating at the bottom of HF, dermal papilla cells (DPCs), are widely accepted as the controlling center of HF growth. Via spatiotemporally releasing specific signals, DPCs can finely instruct the activities of follicular keratinocytes to reshape HF and produce new hair shaft. DPCs also serve as a transfer station to relay the effects of locally or systematically generated hormones and other molecules on hair growth [9] . Past studies suggested that the particular ability of DPCs on HF cycling resides in their characteristic gene expression profiles, and identified some involved key regulators and signaling pathways such as Sox2, Prdm1, β-catenin, Wnt/β-catenin pathway, FGF pathways and others [10] [11] [12] [13] [14] . Whereas, the current picture of overall landscape is far from complete, especially for the versatile regulatory non-coding RNAs (ncRNAs).
Long thought as "evolutionary junk", nowadays ncRNAs have been continually implicated to play irreplaceably regulatory roles in gene expression [15] . In contrast to functionally monotonous, microRNAs (miRNAs), long non-coding RNAs (lncRNAs), which are typically defined as RNA transcripts > 200 nucleotides in length, can actively modulate gene expression through various mechanisms that are not yet explicitly understood [16] . LncRNAs extensively exert their regulatory roles at transcriptional and posttranscriptional levels and play indispensable roles in a number of vital developmental and pathological processes, such as cell differentiation [17] , organogenesis [18] , X-chromosome imprinting [19] , stem cells pluripotent maintenance [20] , and carcinogenesis [21] . Recently, a mounting quantity of research has revealed that ncRNAs are the essential participators of HF development and functionality maintenance of DPCs. Epidermal specific deletion of Dicer, the necessary miRNAsprocessing enzyme, resulted in stunned HF formation and hyperproliferative follicular cells [22] . Inducible overexpression of miR-214 drastically inhibited HF development and cycling via specifically decreasing the expression of β-catenin, the key Wnt signaling mediator [23] . Moreover, alteration of miRNAs expression profiles were frequently associated with the loss of hair-modulatory functions of DPCs on humans and mice [24, 25] . Some miRNAs such as miRNA-125b and miRNA-195-5p have been confirmed as the casual factors through restraining growth factors expressions or weakening intensity of Wnt pathway, the primary pivotal signaling inside DPCs [26, 27] . LncRNAs also make a considerable contribution to ncRNAsmediated manipulation of hair cycling, though less explored. Several reports revealed that the expression of lncRNAs experiences obvious fluctuations during stage transitions of cashmere cyclic growth [2, 5] . A few lncRNAs such as H19, HOTAIR and lncRNA-000133 have been shown to regulate genes closely involved in cyclic HF growth in DPCs [28, 29] . Apart from functioning individually, lncRNAs can serve as competing endogenous RNAs (ceRNAs) to specifically decoy miRNAs for preventing their suppression on targeted genes [30, 31] . Such feature of lncRNAs facilitates more precise and complex regulations of gene expression, which have been uncovered to relate with a series of physiological events and cancer progressions [32] [33] [34] , and might contribute to the exquisite modulation of DPCs functionality.
Though a few studies suggest ncRNAs are important regulators of hair cycling on cashmere goats, they mainly focused on skin tissue, a complex structure comprising a dozen of cell types [3, 5, 35] . There are still no reports on the expression profiles and the potential roles of ncRNAs in goat DPCs. Otherwise, previous researchers rarely executed simultaneous mRNAs, miRNAs and lncRNAs analysis from identical DPCs sample sets either on mice or other animals, leading to insufficient interpretation of lncRNAs performing as the newly proposed ceRNAs. In the present trial, we concurrently profiled above transcripts from DPCs and dermal fibroblasts (DFs) cultivated from anagen cashmere goat skins. Using bioinformatic tools, we subsequently screened key genes and ncRNAs, and constructed their interactive networks to highlight the presumed functions of ncRNAs in hair growth, especially for hair follicle stem cells (HFSCs) activation. Our study will provide novel clues and viewpoints to deeply explore the unrecognized functions of ncRNAs in DPCs-centered hair growth.
Results

Cultivation and morphological characterization of goat DPCs and DFs
In vitro cultured DPCs specifically supported HF neogenesis and hair regrowth, whereas their relatives DFs did not [36] . To comprehensively gain insights into the innate feature of this specialized cell type, we designed the present study to culture and molecularly characterize both cell populations from lateral backsides skins of 2-year-old female cashmere goats at anagen (Fig. 1a) . Both populations outgrew from their respective explant in 5-7 days, and their passaging cultures obviously exhibited distinct cellular morphologies (Fig. 1b) . DPCs are flat in appearance, with spread-out surfaces and multiple cellular projections, whereas DFs typically show a bipolar and spindle-like pattern, possessing a relatively smaller cell volume. These morphological features in goats are consistent with mice and other mammals [37, 38] , thereby implying the successful cultivations of related cells and the high fidelity of subsequent analysis.
Comprehensive identification of ncRNAs in goat DPCs and DFs
As previously reported, when cultured in vitro goat DPCs at early passages formed a sphere-like aggregate, an indicator of their hair-inducing capacities, whereas DFs did not possess such ability [37, 39, 40] . To uncover the ncRNAs and mRNAs underlying the morphological and functional differences between DPCs and DFs, we selected both cell types at 4th passages and synchronously sequenced six cell samples (n = 3 for each type) on Illumina HiSeq 4000 (for mRNAs and lncRNAs) and HiSeq 2000 platforms (for miRNAs). Standard bioinformatic analysis procedures were carried out as previous studies [2, 5] .
As a result, we obtained an average of 114,777,434 and 119,977,164,150 bp paired-end raw reads for each DPCs and DFs sample, respectively. When invalid reads were intentionally excluded as usual, filtered clean reads (accounting for 98.5% of raw reads) were mapped to the goat reference genome [41] . After the assembly and quantification of the linear transcripts using StringTie (v1.3.1) [42] and Cuffdiff (v2.1.1) [43] , respectively, we distinguished mRNAs and lncRNAs through five successive sifting steps. The detailed procedures and results are shown in Additional file 1: Figure S1a ). In the final step, three tools CPC [44] , Pfam [45] and CNCI [46] , were jointly applied to fully eliminate transcripts with uncertain coding potential, ensuring the credible discovery of fresh lncRNAs (Additional file 1: Figure S1b ). Finally, 786 annotated lncRNAs and 1754 novel ones were recognized in all samples. A total of 22,972 mRNAs were also discerned.
As for miRNAs profiling, an average of 14,555,565 and 12,621,142 50 bp single-end raw reads were acquired from each DPCs and DFs sample, respectively. Filtered as reported before [2] , clean reads (accounting for 97.73% of raw reads) with certain ranges of length (18-35 nt) were mapped to reference sequences [41] , and mapped tags were searched within miRBase to sort out known miRNAs. In total, 397 mature known miRNAs were found. We further used two available software programs miREvo [47] and mirdeep2 [48] , to speculate novel miRNAs based on a featured hairpin structure, the Dicer cleavage site, etc.; ultimately, 139 novel transcripts were predicted. Collectively, we discovered 536 expressed mature miRNAs in all samples.
Numbers of mRNAs and ncRNAs are summarized in Table 1 . Genomic information of lncRNAs is detailed in Additional file 2: Table S1 .
Genomic feature comparison between lncRNAs and mRNAs
To ascertain the results of transcripts identification and supplement the annotation information of goat genome, we compared several noticeable genomic features between lncRNAs and mRNAs. The analytical results indicated that annotated lncRNAs normally contain more exons than novel lncRNAs, although fewer than mRNAs (Additional file 3: Figure S2a ). Lengths of these transcripts showed an obviously distinct pattern, in which annotated and novel lncRNAs are shorter and more narrowly distributed than mRNAs (Additional file 3: Figure S2b ). Moreover, the overall expression levels of both lncRNAs were significantly lower than mRNAs, and the newly identified lncRNAs were the lowest (Additional file 3: Figure S2c ). These genomic traits are highly in accordance with previous reports on goats and other species [49] [50] [51] [52] , suggesting the credible profiling of lncRNAs in present trial.
Differentially expressed mRNAs and ncRNAs
To fulfill the purpose for selecting potential candidates related to hair growth, differentially expressed mRNAs and ncRNAs were examined between two sets of samples using Ballgown suite [53] . As visualized by heatmaps in Additional file 4: Figure S3 , three samples perfectly gathered inside DPCs and DFs groups. Volcano plots in Fig. 2 graphically displayed fold changes and statistical significances of entire transcripts. In total, 1286 up-regulated and 1252 down-regulated mRNAs emerged in goat DPCs compared with DFs. Then, we checked the expressions of several genes frequently utilized for in vivo labelling of DPCs on mice, and discovered HOXB6, ENPP2, CRABP1 and PRDM1 are highly expressed in goat DPCs. Among them, CRABP1 is a constant marker of DPCs, and expresses throughout entire stages of hair cycling [54] . Of note, COL15A1, one of top expressed genes, is solely abundant in DPCs. Such condition is in consistent with the discovery that DFs do not produce COL15A1 protein in culture dishes [55] . Most importantly, we defined the core signatures of DPCs through overlapping with mice data [56] , and as a result a total of 25 gene emerged ( Table 2 ). The reason for a relatively fewer number of genes is that the mice markers were screened through comparing with other four cell lineages including melanocytes, outer root sheath cells, HMCs and DFs. The gene list contains LEPR, WNT5A, PRDM1, HOXC8, FGFR2, BMP4, LTBP1, and PTGFR. They almost participate in all pivotal aspects of DPCs functions in HF cycling, such as HFSCs activation, hair matrix cells (HMCs) proliferation and differentiation, angiogenesis, and hormone-mediated hair growth regulation. Moreover, we also detected that two hormone receptors PTGER4 and ESR1 are more abundant in DPCs, as reported before [57, 58] .
A relatively less quantity of 71 lncRNAs exhibited varied abundances between two different functional cell populations. Of 18 elevated lncRNAs in DPCs, XR_001296062.1, LNC_001710, XR_001917771.1 and LNC_000335 showed exclusive expressions. Likewise, LNC_000726, LNC_ 000799, XR_310887.3, LNC_000964, LNC_000901, and LNC_000299 are uniquely occupied by DFs among the remaining 53 downregulated lncRNAs. These results indicated that lncRNAs may regulate DPCs functionality and further hair cycling via their cell-type restricted presences.
As for miRNAs analysis, we found 86 miRNAs have significantly different abundances between goat DPCs and DFs. Among them, 42 and 44 miRNAs showed upregulated and downregulated expressions in DPCs compared with DFs, respectively. Some miRNAs, such as miR-125b [24] and miR-196a [26] have been documented with regulatory roles in DPCs functions on human and mice.
We listed top 20 (10 upregulated and 10 downregulated) differently expressed lncRNAs and miRNAs in Table 3 . Holistic lists of mRNAs and ncRNAs and more details are provided in Additional file 5: Table S2 .
To assure the accuracy of sequencing strategy, bioinformatic identifications and analysis, we randomly picked several differentially expressed mRNAs (ESR1, INHBA, INHBB, IGFBP2, LEPR, BMP4, THBS1, WNT2, "-" represents transcripts were not available in annotation files and WNT5A) and lncRNAs (LOC102172689, LOC106503672, JAM3, and LOC102171315), and used qPCR to ascertain their relative levels between the two sample groups. The expression levels of transcripts determined by qPCR and RNA-seq are highly consistent (Additional file 6: Figure S4 ), thereby implying the prominent reliability of RNA-seq data acquisitions and following analytical procedures in present study.
KEGG pathway enrichment analysis
To better understand the functioning approaches of DPCs in hair growth, KEGG analysis for upregulated mRNAs is performed, and finally 247 pathways were enriched. Of the 20 top pathways, focal adhesion and ECM-receptor interaction frequently appeared in transcriptomic studies on goat skin tissues and DPCs on mice [3, 59, 60] . Most importantly, several hormonerelated pathways (Estrogen signaling pathway, Thyroid hormone signaling and Adipocytokine signaling pathway) draw our special attention, though they are not significantly enriched. There are two reasons: one is all of them were emphasized during stage transitions of cashmere growth in skins by researchers before [2, 5] ; the other is corresponding hormone-binding receptors (i.e., ESR1, IGTAV and LEPR) were on the list of upregulated genes, which strongly suggests goat DPCs are targets of estrogen, thyroid hormone, and leptin in the HF. Full list of pathways and their involved genes are shown in Additional file 7: Table S3 .
Prediction of lncRNAs and miRNAs on the regulation of core signatures
MiRNAs exert their physiological roles via specifically binding, repressing translation and promoting degradation of their targeted mRNAs [61] . To infer the mighty functions of miRNAs in DPCs, we constructed their interactive network with core signatures ( Fig. 3 ; Additional file 8: Table S4 ). As a result, we found that two HFSCs activation-related genes are regulated by several miRNAs. HOXC8, a crucial gene for HFSCs activation [60] , is the target of chi-miR-144-5p. Another gene RSPO1 with similar character in hair cycling is negatively modulated by chi-miR-874-3p, chi-miR-23b-5p and other five miRNAs. There are several ways for lncRNAs to exert their modulatory roles on gene expression, including as an enhancer, epigenetic modifier and transcriptional regulator [62] . Commonly, two modes cisrole (in which lncRNAs act on adjacent genes with 100 kb distances) and trans-role (in which the Pearson correlation of mutual expression levels is ≥0.95 or ≤ − 0.95) are widely adopted by researchers to forecast lncRNAsgene interactive pair [2, 5] . Here, we focused on the possible relations of lncRNAs to HFSCs vitalization, and picked the two functional genes HOXC8 [60] and RSPO1 [63] as the targets. Finally, our results suggested that four lncRNAs fit the criterion of cis-role, but only LNC_ 000354, who situates 63,083 bp upstream of HOXC8 locus, displayed differential expression (downregulated in DPCs), potentially imposing an inhibitive effect on HOXC8. For trans-acting pattern, we detected 13 lncRNAs, comprising 6 (e.g., XR_001296062.1 and LNC_001710) positively and 7 (e.g., XR_001919776.1 and XR_001918151.1) negatively correlated, respectively (Fig. 4a) . Among these lncRNAs, some such as XR_ 001296062.1 are uniquely expressed in DPCs, whereas LNC_000901 possesses a DFs-specific expression. As for RSPO1, none lncRNAs act as cis-regulator and 26 lncRNAs work in trans-manner (Fig. 4b) . Some regulatory lncRNAs also showed a specific expressing pattern We also provide entire interactive relationships among core signatures and ncRNAs in Additional file 9: Figure S5 .
LncRNAs serve as ceRNAs to indirectly regulate HOXC8 and RSPO1
Extensive studies discovered that lncRNAs harbor microRNA (miRNA)-response elements (MRE), and can serve as ceRNAs to decoy miRNAs, resulting in indirect upregulation of associated mRNAs [64] . Extensive pivotal roles concerning lncRNAs as ceRNAs have been reported on goats and other animals [21, 62, 65] . Here, we identified lncRNAs that might function as ceRNAs using a combination of bioinformatic tools, and focused their regulatory relationships with HOXC8 and RSPO1. Our results suggested that some lncRNAs specifically bind to certain miRNAs targeting the genes to relief associated mRNAs from suppression, and thus modulate gene expressions as ceRNAs, such as XR_310320.3-chi-miR-144-5p-HOXC8 and XR_311077.2-novel_624-RSPO1 interactive lines (Fig. 5 ). XR_310320.3 and XR_311077.2 act as ceRNAs to positively regulate HOXC8 and RSPO1 expressions, respectively. We showed the possibility that lncRNAs act as ceRNAs to participate in the regulation of HFSCs activation. Whole list of interactive pairs was provided in Additional file: Table S6 .
Discussion
Mammalian mature HF is a complicated miniorgan, mainly composing diverse types of epithelial cells. Although it is largely epithelium originated, HF contains a flock of specialized fibroblasts at its bottom, DPCs, who play pivotal roles in the regulation of continual regeneration of HF [66] . As hair regrowth initiates, signals secreted by DPCs are deemed to direct HFSCs locating in the bulge region of HF to proceed transit division. Then, stem cell progenies migrate downward into the base of HF, where they encircle the DPCs, forming the HMCs. Receiving further instructive signals from DPCs, HMCs serially undergo rapid proliferation and terminal differentiation to form keratinized hair shaft [7, 67] . Though unquestionable importance of DPCs in hair cycling, regulatory mechanisms regarding the expressions of such molecules inside DPCs are not well understood yet. In the present study, we executed a comprehensive ncRNAs and coding genes expression analysis between DPCs and DFs of cashmere goats, providing new views of ncRNAs in hair cycling.
We initially acquired DPCs and DFs from goat skins, and exhibited they possess obviously heterogeneous external appearances. This inconformity was identical with human [68] , mice [36] and other animals [69, 70] . Previous studies found that skin implantation of cultured DPCs induced new hair growth, whereas DFs can't [36, 71] . Above facts built a solid foundation for subsequent trial. Next, we carried out a comprehensive RNA-seq of both cell populations, and proceeded a series of bioinformatic analysis. Functional specificity of a cell is determined by its unique gene expression pattern, which is further controlled by diverse factors [56, 72] . Several reports on humans and mice have unveiled the crucial characters of ncRNAs in modulating the functionality of DPCs during hair growth. Indeed, altered profiles of miRNAs have been frequently connected to dysfunctions of human and mice DPCs, and recently some lncRNAs were also found as casual elements of such conditions [28] . However, previous studies mainly focused on humans and mice, little information was known about the functions of ncRNAs in goats, especially for less conservative lncRNAs [62] . In present study, we discovered that a plenty of miRNAs and lncRNAs were abundantly present in DPCs and DFs, and displayed remarkably differential expressions between two cell types. Unique expressions of certain miRNAs (e.g., novel_144 and chilet-7c-3p) and lncRNAs (e.g., LNC_001710 and LNC_ 000799) in individual cell lineage were also discerned (Table 2) , suggesting they might participate in the regulation of cellular functions in a cell type-restricted Fig. 4 Potential lncRNAs targeting HOXC8 (a) and RSPO1 (b). Multiple lncRNAs target the two genes. HOXC8 and RSPO1 were indicated as circle with yellow color. LncRNAs were indicated as squares, yellow and grey color represents upregulated and downregulated lncRNAs in goat DPCs compared with DFs, respectively manner [15] . Our further analysis showed that a sum of 86 miRNAs, 71 lncRNAs and 2538 mRNAs transcripts were differentially expressed between DPCs and DFs. Some miRNAs (e.g., chi-miR-1271-5p, chi-miR-9-5p, and chi-miR-22-3p) and lncRNAs (e.g., LNC_000349, XR_001297172.2, and XR_310056.3) were previously identified as differentially expressed transcripts among stage transitions of cashmere growth [2, 3, 5] . However, additional cautions should be needed because these studies profiled ncRNAs from skin tissue, a complex structure comprising diverse kinds of cell including epidermal keratinocytes, fibroblasts, intradermal adipocytes, as well as HF itself. The majority of them experience drastic fluctuation in morphologies and gene expressions during hair cycling [7] . We also found that two miRNAs miR-125b (downregulated in DPCs) and miR-335 (upregulated in DPCs) deserve more attention. miR-125b was shown to decrease level of FGF7, a potent growth factor secreted by goat DPCs [27] . miR-335 was positively correlated with the hair-inducing capacity of mice DPCs [26] . Despite the truth that the functions of ncRNAs in DPCs have not been extensively explored yet, their remarkably distinct expression patterns between DPCs and DFs suggest they should be a pivotal participator of hair growth regulation. Compared with previous studies on complex skin tissue of goats, the present single cell type transcriptomes could offer reliable and valuable candidates for downstream functional verification. On the other hand, synchronous detection of ncRNAs and mRNAs enables us to faithfully construct relevant interplay network among diverse transcripts and further deduce unearthed mechanisms of ncRNAs, which have been pervasively done in other cells or tissues [30, 32, 73] , however sparsely reported in mammalian DPCs.
The HF is extraordinarily sensitive to locally and systematically generated hormones that modulate hair growth, leading to an adaptive accommodation to external environment, such as climate change [74] . Hormone-participated regulation makes sure that the HF timely transits among different developmental stages [75] . We found that three hormone-related pathways Estrogen signaling pathway, Thyroid hormone signaling and Adipocytokine signaling pathway were enriched in Fig. 5 LncRNAs serve as ceRNAs. a XR_310320.3 functions as ceRNAs to upregulate HOXC8. b XR_001295577.2, XR_311077.2 and other eight lncRNAs function as ceRNAs to upregulate RSPO1. Circle represents mRNAs, square represents lncRNAs and triangle represents miRNAs. Yellow color indicates upregulated transcripts and blue color represent downregulated transcripts. LncRNAs were assumed to specifically sponge miRNAs to relief their suppressive roles on targeted mRNAs expression. The targeted relationship of miRNAs with mRNAs/lncRNAs were predicted using miRanda our KEGG analysis and corresponding hormone receptors (i.e., ESR1, IGTAV and LEPR) were significantly upregulated in DPCs compared with DFs. These pathways were also frequently appeared in recent reports on cashmere periodical development [2, 3, 5] , implying DPCs are the follicular targets of these hormones. These results are also in consistent with the discoveries on humans and mice [57, 76] . Leptin and thyroid hormone markedly prolonged growing phase of HF [77, 78] , whereas estrogen exerted an inhibitive effect on hair growth [79] . Though crucial roles of these hormones on hair development, working approaches in DPCs are not clear yet. A series of intraceullar kinases and transcription factors are responsible for corresponding signaling transductions and gene expression modulations of the hormones [80, 81] . Some of them (e.g., JAK2, MAPK1, PIK3R1, JUN1 and SP1) were highly expressed in goat DPCs, thus providing useful clues for further researches.
We further defined 25 core signatures of DPCs through overlapping present result with a previously published data of mice [56] . Among these genes, the functions of the majority of them were well-characterized on mice models. Induced activation of HFSCs by signals emanating from DPCs drives HF reconstruction and hair regrowth [82] . Here, we found that HOXC8, RSPO1 and BMP4 are the involved molecules. RSPO1, a secreted Wnt/β-cateinin agonist, is highly enriched in mice DPCs, and its recombinant protein injection into mice skins resulted in vitalizing HFSCs and precocious anagen entry from mid-telogen [63] . The transcription factor, HOXC8, exerted similar influences on hair cycling through acting as an upstream positive regulator of Wnt signaling [60] . Of greatly noticeable, the hypermethylation status of HOXC8 exon1 is associated with shorter fleece length on cashmere goats [6] , and first exon methylation tightly concerns with transcriptional silencing [83] . These observations demonstrate that artificial alteration of HFSCs status through manipulating gene expression of DPCs is a hopeful strategy for enhancing fiber productions in farm animals. Another gene, BMP4 was reportedly suppressing HFSCs in quiescent state [84] . Interestingly, melatonin, the famous hormone affects seasonal growth of cashmere, seems to intimately interplay with both Wnt/β-cateinin and BMP4 in other tissues and systems [85] . Whether it acts in the same manner in DPCs should be determined in future.
Accumulating evidences suggest miRNAs and lncRNAs impose an indispensable modulatory role on gene expression [21] . Compared with a sole approach of miRNAs, lncRNAs can perform as enhancers, transcriptional regulators, miRNAs sponges and others, which are generally categorized as cis-and trans-regulators [16] . Several paradigms have been well appreciated such as Xist acting as a cis-modulator for genomic imprinting and HOTAIR serving as trans-regulator for HOXD gene silencing [19, 86] .
Past reports have identified a few ncRNAs and uncovered their vital functions in DPCs, such as miR-125b, miR195p, HOTAIR and LncRNA-000133 [26] [27] [28] [29] . Whereas, there are still no reports focused on the connections of ncRNAs with DPCs-mediated HFSCs activation. In this study, we established the regulatory relationships of miRNAs and lncRNAs with HOXC8 and RSPO1. Our results suggested that some miRNA and lncRNAs can specifically target the genes and impose negative or positive effects of their expressions, implying the possible characters of ncRNAs in HFSCs vitalization. Otherwise, the crucial characters of lncRNAs functioning as ceRNAs in stem cell biology have also been demonstrated, such as linc-RoR specifically decoys miR-145, upregulates Oct4, Nanog and Sox2 and contributes to the self-renewal of embryonic stem cells [87] . We also identified lncRNAs might serve as ceRNAs to sponge miRNAs and modulate the levels of two genes, and built related interactive lines such as XR_ 310320.3-chi-miR-144-5p-HOXC8 and XR_311077.2-novel_624-RSPO1. XR_310320.3 and XR_311077.2 may work as potent ceRNAs to particularly enhance the expressions of HOXC8 and RSPO1, resulting indirect vitalization of HFSCs. Overall, we exhibited multiple facets of lncRNAs in DPCs, and their critical importance in adjusting HFSCs status. These will greatly facilitate the understanding of ncRNAs in DPCs and HF development.
Conclusion
In present study, we reported the expression profiles of miRNAs and lncRNAs, as well as mRNAs in goat DPCs and DFs. Through definition of core signatures of DPCs and construction of their regulatory network with ncRNAs, we exhibited the specific modulation of ncRNAs on HOXC8 and RSPO1, the genes involved in HFSCs activation. Our study provided specific transcriptomic data for cashmere goat research and hinted the potential roles of ncRNAs in HF development and cycling.
Methods
Cell cultivation
The Shanbei cashmere goats were carefully managed in a farm located in the Yangling District, Shaanxi Province, China. We selected three healthy 2-year-old female Shanbei White Cashmere goats with similar body weights (~35 kg) and uncrossed lineage records for the current study. Subcutaneous procaine injection was performed to alleviate animal suffering. In September (anagen phase of cashmere growth), approximately 2 cm 2 skin samples on lateral backsides of the goats were surgically removed under standard anesthetic and aseptic procedures. After suturing all wounds, we intentionally took good care of experimental goats to boost their recovery from surgery. The excised skin samples were washed three times with sterile phosphate-buffered solution (PBS) to clean off blood or other contaminants. Then, the tissues were cut at the interface of the subcutaneous adipose layer and dermis. An incised subcutaneous adipose layer was applied for isolation of intact HF and in vitro cultivation of dermal papilla cells, as previously stated [39] . The remaining tissues were submerged in 0.25% dispase II overnight at 4°C to separate the epidermis and dermis, then the dermis was cut into small blocks approximately 1 mm 3 in size and used as explants for DFs culture. Normally, DPCs and DFs grew from each explant about five days after initial adhesion and were passaged when they reached 100% confluency. Typically, DPCs and DFs from the 4th passages were used for all of the experiments. Primary and passaging cultures of each cell type were maintained in DMEM/ F12 supplemented with 10% FBS, 100 units/ml penicillin, and 100 μg/ml streptomycin, and the cultures were incubated at 37°C and 100% humidity in a 5% CO 2 / 95% air incubator.
Total RNA extraction, library preparation, and sequencing Six strains of cells (three for DPCs or DFs) without cross contamination were selected, and their total RNAs were extracted using the RNA isolation kit mentioned above according to the manufacturer's instructions. To ensure the fidelity of co-expression analysis, two independent libraries were simultaneously constructed for each strain: the lncRNAs library (for mRNAs and lncRNAs) and the miRNAs library. The preparation of both libraries was performed as previously reported [2] , and the resulting libraries were further sequenced on Illumina HiSeq 4000 (for mRNAs and lncRNAs) or HiSeq 2000 platforms (for miRNAs), which generated 150-bp paired-end and 50-bp single-end reads, respectively.
Sequencing data analysis
To determine the landscape of transcript expression in all samples, clean reads were acquired by removing reads containing poly-N, along with low-quality and other invalid reads among all of raw reads. At the same time, calculations of the Phred score (Q20, Q30) and GC content of the clean data were also performed before downstream analysis. For lncRNAs library mapping, Bowtie2 (v2.2.8) was employed to assess the index of the reference genome and paired-end clean reads were aligned to the reference genome using HISAT2 (v2.0.4) [42] . At the same time, Bowtie (v0.12.9) was used to map small RNA tags to the reference sequence without mismatch to analyze their expression and distribution on the reference. Assembly of mapped reads was achieved using StringTie (v1.3.1) in a reference-based approach. Cuffdiff (v2.1.1) was used to calculate the fragments per kilobase of exons per million fragments mapped (FPKMs), and the Ballgown suite was adopted for the determination of differentially expressed lncRNAs and mRNAs transcripts [42] . LncRNAs were distinguished based on several key well-known criteria: exon number (> 2); transcripts length (> 200 nt); abundance (FPKM > 0.5); and protein-coding potential, which were excluded by the CNCI (v2) [46] , CPC (cpc-0.9-r2) [44] and Pfamscan (v1.3) [45] tools. For target gene prediction of lncRNAs, the cis-role was set as lncRNAs act on neighboring target genes, which were defined as genes located 100 k upstream and downstream of lncRNAs locus. Expression correlations between lncRNAs and coding genes were calculated to predict the trans-role of lncRNAs.
MiRBase20.0 was chosen as the reference to filter known miRNAs, and novel miRNAs were predicted using miREvo [47] and mirdeep2 [48] through the exploration of the secondary structure, the dicer cleavage sites and others. Prediction of the target gene of miRNAs was carried out by miRanda [88] , and miRNA expression abundances were estimated by transcript per million (TPM) using the following criteria: normalized expression = mapped readcount/total reads*1000000. Differential expression of miRNAs among samples was analyzed using the DESeq R package (1.8.3) [89] .
cDNA synthesis and quantitative real-time PCR (qPCR)
Total RNA extracted from cell samples was used for qPCR validation of sequencing data or other data. First strand cDNA was synthesized using the cDNA Synthesis Kit according to the manufacturer's instructions and then was subjected to qPCR experiments on a Bio-Rad CFX96 Real-Time PCR Detection System. qPCR assays were executed as the manufacturer suggested. Detailed sequences of primers used for this study are listed in Additional file 10: Table S6 , and GAPDH was used to normalize gene expression. Three biological and technical replicates were set for all experiments. The 2 -ΔΔCt method was employed to calculate relative transcript expression.
KEGG pathway analysis
As reported in previous studies [90, 91] , we used the KOBAS3.0 [92] program to arrange the differentially expressed transcripts into their involved KEGG pathways.
Construction of interactive networks among differentially expressed transcripts
To better understand the regulatory relationships of noncoding genes with mRNAs, and further reveal their functions in hair biology, we constructed interaction networks among these transcripts. As many researchers did before [2, 51] , the predictions of the target transcripts of miRNAs, including lncRNAs and mRNAs, were achieved using miRanda [88] , which is a program exclusively developed for animals. Based on co-location and co-expression, we constructed an interacting network of mRNAs-lncRNAs. Likewise, based on the prediction of miRNA binding sites inside mRNAs or lncRNAs, and their expression level relevance, we built networks of mRNAs-miRNAs and lncRNAs-miRNAs. The other types of interacting pairs were created with the popular ceRNAs hypothesis in which lncRNAs act as sponges to absorb miRNAs and then free its suppressive roles on mRNA transcription or translation. Finally, lncRNAsmiRNAs-mRNAs interactive lines were fabricated. All results were graphically displayed using Cytoscape3.6.
